A method was developed for the production and purification of gregatin A from Phialophora gregata NRRL 13198 cultured on rice at 20°C for 28 days. Liquid extraction followed by high-pressure liquid chromatography afforded 247.0 mg of crystalline gregatin A per kg of rice.
Gregatin A (Fig. 1A) which is produced by Phialophora gregata (Allington and Chamberlain) W. Gams (2) , is an enantiomer of aspertetronin A (Fig. 1B) , which is a known metabolite from cultures of Aspergillus rugulosus (1) . While both display antimicrobial activity, only gregatin A is associated with the vascular browning symptom of brown stem rot of soybeans (Glycine max). Brown stem rot was first reported in Illinois in 1944 (W. B. Allington, Phytopathology 36:394, 1946), and subsequently in the western, midwestern, eastern, and southeastern regions of the United States, but not outside North America (6) . This disease reduces soybean yields under certain environmental conditions (3, 4, 6) .
The objective of our study was to develop methods to produce and purify multigram quantities of this phytotoxin for vascular browning studies; we report a rapid procedure for the isolation and purification of gram quantities of gregatin A from P. gregata on rice cultures followed by high-pressure liquid chromatography.
P. gregata NRRL 13198 (University of Illinois strain S1) is maintained by the Agricultural Research Service Culture Collection (Northern Regional Research Center). Cultures were maintained on soybean extract agar slants (5 g of cracked soybeans boiled for 1 h in 400 ml of distilled water and then diluted to 1 liter to which 18 g of Bacto-Agar [Difco Laboratories, Detroit, Mich.] was added). To obtain inoculum for production, 6 ml of 1:10,000 sterile aqueous Triton X-100 was added to a 7-day-old slant of P. gregata and swirled vigorously. A 2-ml portion of this spore suspension was added to a 300-ml Erlenmeyer flask containing 30 g of Uncle Ben's converted rice (Uncle Ben's, Inc., Houston, Tex.). The rice had been soaked with 13.5 ml of distilled water overnight and autoclaved for 15 min at 121°C. Nine 300-ml Erlenmeyer flasks prepared in this way were incubated at 20°C for 7 days with daily manual agitation to disperse clumps. The growth medium was prepared by the addition of 300 g of Uncle Ben's converted rice and 135 ml of distilled water to each of nine 2.8-liter Fernbach flasks. The contents were mixed thoroughly and soaked overnight. The flasks were autoclaved for 20 min at 121°C, and each was inoculated by adding the contents of one of the 300-ml Erlenmeyer flasks. The flasks were incubated at 20°C for 28 days, with daily manual shaking for the first 4 days to prevent clumping. 
